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Translation of claims 

[Claim l] A method for measuring a glycated protein in a sample 
15 using a fructosyl amino acid oxidase, 

wherein the sample contains EDTA. 

[Claim 2] The method according to claim 1, wherein a bacterial 
strain from which the fructosyl amino acid oxidase is derived is Fusarium 
oxysporum S-1F4 (FERM BP-5010). 



Translation of paragraph [001 7] 
[0017] 

The measurement was carried out in the following manner. First, 
EDTA and a fructosyl amino acid oxidase shown below were added and 
25 mixed, and thereafter, the mixture was incubated as 37°C for 10 minutes. 



Then, a color developing solution containing the following substrate 
solution was further added. 



20 



10 mM EDTA • 2Na 
6 U/ml FAOD-S 



100 ul 
10 ul 



30 



10 mM glycated N a -Z-lysine 

3 mM 4— aminoantipyrine 

3 mM N-ethyl-N-(2-hydroxyl-3 



100 ul 
30 ul 



35 



— sulfopropyl)— 3— methylalanine 
60U/ml peroxidase 

0.1M Tris hydrochloric acid buffer solution (pH 8) 



30 ul 
30 ul 
500 ul 
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The resultant mixture was incubated at 37°C for 30 minutes. 
Thereafter, the absorbance of the mixture was measured at 555 nm. 
Furthermore, a control that contains the same amount of water instead of 
EDTA • 2Na was prepared. With regard to this control, the measurement 
5 was carried out in the same manner as in the above to compare the extent of 
an influence of EDTA • 2Na. Moreover, the same measurement was carried 
out with regard to a fructosyl amino acid oxidase derived from the genus 
Gibberella (hereinafter referred to as FAOD-G) that had been known as an 
enzyme affected by the EDTA • 2Na. 
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Abstract of JP1 031 3893 

PROBLEM TO BE SOLVED: To provide a method for measuring a saccharified protein, comprising using 
an enzyme not causing inhibition of reaction even if EDT is included in a specimen when a saccharified 
protein in a biological sample is measured by fructosylamino acid oxidase. 

SOLUTION: Fructosylamino acid oxidase which is produced by Fusarium oxysporum S-1F4 (FERM BP- 
5010) is separated and purified and the purified oxidase is used for measuring saccharified proteins. 
Thereby, a saccharified protein can be measured without causing reaction inhibition even if EDT is 
included in a specimen. 
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(57) [3£#J] 

[rib] &ms.n*<r>mttzLAstf<m$:7^? h-^ 

75 /Stf-*^*-- IflCiotfflttS^l;, EDT 

[/ngt^si K/^-y-y • t^-^sK^As - i 

F4 (Fusarium oxysporum S— IF 4) (FERM 
B P - 5 0 1 0 ) jJS^^g-f-s 7/^? h ->yur S / 
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& nm* e d t a sr^r-r s &m ^x mm-r s 

^t5i/4'»7ty • ^-=3f->^./^7AS- 1 F4 (Fu 
sarium oxysporum S — 1 F 4) (FERMBP-50 

io) x~h%m^i\z-msL-rz>mttLAs\z<'g.<nmi£. 

[00 0 1 i 

■ o TfflSi" 5»ftfc A/tf < JfearSifcHI-*. Ht- 

§¥b< HJta«flc*SEDTASraS*Pbfc»Jil*l-»** 
ft. ^M(:EDTAiift$H5i-&tfcot'b < g 

10 0 0 2] 

y*t h*m^mmmz&^»imm\z&&i,x4i!$.£i% 

Kyfeti^iti^Tv K!Mb£4fc£fc*:bft-C^ 
S» fcAytf<Wtit5E««)«*fe« , IW^*V^ fcA/(i< 
ttltfl: **b5 Jt A/ tf < f<D^»ffl fc <fc o TiMsfc A/tf < 

So 

[0003] mktzA;tf<m(omfei>mt Lxcnfe&m 

I'll. &&WLW?a-*rlify-7s(%mm-t-Z>Jim [Chro 
matogr.Sci. 10:659(1979)] , * ^ifc^-g-^-tirfcfitt 
S:o*t)fc^7AS:fflv^2,^ife [CI in.Chera.28:2088(198 
2)]'. [ CI in. Chem. 26: 1598(1980)] , gtSltf; 

fra^^fiJffl-rSTJffi [JJCLA 18:620(1993), W8fi • I* 
!H16: 33-37 (1993) ] , "b ft TV^ -5^ iSffi 



(2) 4#Hfl¥ 1 0-3 1 3 8 9 3 

[00 04] ff*ftf|f<Ojfi*.5|ffljHiSS:W»Lfc*jSi: 
lt. IS'fkfcA/ii<Sfi-7/u^ h^rsyit^v/y 

jummi-z&m&zwiz-tzz. tx\ mtizMKm 

«Mfcfc Aytf <f?:7 , pf7- tffc J: o TT S ./ BIS fctt 
JS*-*"**^**. (ti¥5- 1 9 2 1 9 3 #4* 

^ttl¥b<w^&ftTv*:&a»ofc. B6««l3e»r*sv^-cw 
j£»rflH^£{«W£bTik»to#W:, mihm^Z^x 

JLft*s«S&»d-»:, ^Hffli bT-^y V!i«SS!lO$ 
ftfciSRjlirifjWBv^ftS. ik«IM5£<o»g-ii, 

X, EDTA ( EDTA • 2Na, E DT A • 2K 

) . y yvc-rv y t^miWAJittimmaztix^ 

±itm^i^i:oX^<otkmzmsL'Si:mmi^x 

ft? , lfo^f&ST-/BV^Jl-5EDTA)Sy!|]^ 

[0005] 

iO 3ti--54^g-lr. EDTA Srttt S^ftt'fco T tKfE 

v^TSfi3iao^•77'(t:$^^rv^So rcD«/i*ff->^7 i ^ 

40 ftte±oXSa!l«i-5«HkfcAytf<ff«)«3e*fti»4» tt 
[0006] 

[^SSrft?S:i-SfcfeO#S] «-ftfcA,li<K(C#SS«3 
T'EDTAiasSlfrPISwE: fj/^V^/U^ H->/UT 
50 ^^Xl±7/i^^ h v/W-Z-!) v 5 ^ (J£1TF 
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i/yur^/S^i/y-^Sfi LTFZLSrffl^ 
feo frfctey^? h5//UT$ /Bfe2|-*^y— St EDT 

o T^-T ««BHb*»*«: JfcfeHsfc J: 9 

[00 0 7] hv//uy '^yMFZL^ftlft 

14. ^-^i y v^Xf4N° ~Z-y 9 J>b&l 0 

0 — 1 5 0t(7)^3-6 0 5>R|*ffllOffi-*"*^ £ "C 

ySt/F Z L fc«f»ttoMv Sr#S - t S 0 
[00 0 8 J 7/^ h^y^MFZL^te 

y i 7t!l!?A'**^*7AS- 

1 F 4 ( Fusar ium oxysporum S — 1 F 4 ) (FER 
M BP-5010) &&Z>Zt&X£tz 0 

[0009] 7/^hi/yuy i»Xn F Z L OfERtfrffi 
SrKTteJIS^S. ^=3-^0. 0l-50ii%i:y 
yyXI4N a — Z- U S^SrO. 0 1- 2 0li%S:t 
tfTK^aSSrf^SibT, 10 0-1 SOWM^^T 

3— 6 o^BieajDffi«ta-f-5r iiiioto. o 1 - 

0. 5%<D7Jl>? h^uy^yMFZL^l^r^^ 
° -Z- y v^l Og^lOOOml ^TKSJRi UT, 

120U 2 0^B*jfttniBE«ya-t"5 o tt^-caBa^n 

h^97-fXf±-f #^Sak^n^ h^77^"CSJBt 
Z>Zt\ZL&*>7/is? hvvujj ^XttFZLJrHSlt 

S. >vu* hv//uy S^XttF Z L 
SIlfc7;^ hv^/uy v^VX^FZLSrltflfi^i^JD-f- 

[0 0 10] h^uy ^>Xf4FZ LSrj^IP-rS 

i#ifc<b LTJ4. £t«Su ffiCHu 

LTI4, ^o-;*, ^9tjy«, ^* 

£o *&Stf42 5-3 7^01, ffS U< 112 
**S*b5<Z>tf*fiV\, i§«fi^pHI44. 0 — 8. 0(O$S 
Irtt^oT, £?i£L<t45. 5-6. OX&Zo 7t 
y • t^^*7AS- 1 F4^*frTt2 0- 
4 0^11 »ab<l4 2 4«FM**i-Sir, h > 



(3) ffl?1 0-3 1 3 8 9 3 

70 igbTll**SrJ||a«)jJtajfa, o. 1M Tris-HCLiR«' 

tt (pH8. s) kbjbu ^vy^waotg** 

EAE-t77t/Kty$I^P^ hi/7 7^-CfiI 

«r ^^msn-So r <nm\z.mmwLfrhftM^x 

»8Snfc**8rFAOD-Siiif»lteiTRWS:« 
[00 11] ^Ihy • t^^^7AS-l F4iw 

±o-C^*ns»*r4TIE^«H4SrW-r* 0 »*^># 

^pH4. 0 — 1 2. 0, KgpHJ48. 0-Tr$>9 ; 
^Si§.«f4^J2 0-5 5 < C, £MUm4 SXTCfc?) ; 
ir^r ^ 9 jus-- 2 0 0^9 ASrfflv^c^/u^iSffi-ejBI 
SUfc:4&£\ ^tl»4 5 0 00 (4 5 kDa) "Cfc 

[0 0 12] *«?B^F AOD - S S:4*t5i-e* 
5, 7-^y • t^JK7AS-l F4I4*3§IU!# 

TcDii^T-fc^o M<D&M&y— *m hF- • 

50 ^^y^^ (The Genus Fusar ium) J (CMI.1971) c^fE 
feo/c 0 2 5tt7 0^»il:«to-C, «^(4^^yu 

40 U ^-^^ (conidia) (conidiophor) te¥<D%$fflM 

fe/^V^LSv^feT^fcD , - -^V r (microc 

onidia) t^^n^^fT (macroconidia) 

^*:*««fiS;"t-So ^^P3=7 f -f7©«WS=0flI 
"Cfot), 3 — 5 ^^^^LTV^^ ^ ^ u n--^ 

(Fusar ium oxysporum) t[R]^$ixfc 0 ^Sf4, X 

mm*f%±&JL^j:M&ffim3m\^ §k#^f e rm 

50 BP-5 0 1 0 («JtB : ^6^2^ 2 4 0) ^Tt 
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[0013] -7-^1) £A • **isX7$7-t*S- 1 F4^ 

u*: f a o d - s <n&&&mmiz$Lw-rz> 0 

Z LCO^fiETT^i^y »>A . ^^*7AS- 1 F4 

Sr«*-rar t^-c*«. faod-s 
ii > ^un-^ t y ^ n» - z - y 

[0014] S««»i£R V»W#JH4 

FAOD-S fi N 

R 1 - CO-CH2 + O2+H2 O— > 
R 1 — CO — CHO-fR 2 — NH + H2 O2 

Mlwi5FAOD-Stt, ±5EbfcSJCSr*b4#lw7yu 

fc. ttCWSR». 7f!)?A.t^>^7AS-lF 
4&2 4B#IWi&*bfc«L «««JS:!Rgi%iabr*** 
Sr**-Cft»bfc«, 0. lMTris-HCIi^«S£ ( P H 
8. 5) fcHBW**^ / $^*0tt*tt*flH»U 
±fSSrfi!E^H, DEAE-t7rt/K*y$^n 
F^77n«lf:o 
[0015] p H&W&«tf>3Mt 

1 OmM EDTA • 2Na 



0. 1MR», (K-P) , Tr i s- 

HClM/y^-NaOHffiBfR (pH4. 0 — 1 

2. o) irFAOD-st»x.3 0tio»BB^y*a 

^him (3 0t, pH8. 0) T'ffi 

0. lMTris-HCl £g®*£ (pH8. 0) ^"C 
2 5-6 0WM*ttCFAOD-S^D^ 10:9* 

fc« ±f«Ufc*ttJ!:J:o-C«««:ffo*Jg*, FAOD 
-S^>S5t*pH«tt, pH4. 0—12. 0-efco-C 
£f£b<te8. 0-CS>5o ScJfeftJBA«r4 2 0 — 

*S«tt3 0^5 0t;, »*Uli4 0-5 0t, ±9 

[0016] 

20 SKSrttStfco EDTA- 2Na«^iU £ 
Kir LTF Z LS:fflVvC:7/u* h^7^;8tdf^ 

[0 0 17] Sl^tt. S-rTSEOEDTAfcJ:^^^ 

h i^ur ^ y *Sr«*n ttl^ bfc«u: 3 

100^ 1 
1 0 /i 1 



6U/ml FAOD— S 

lOmM HMKN^-Z-y^V 10 0// I 

3mM 4-r^/r^^t°y^ 30^1 

3mM N-^^vU-N- (2-/N>fKo^-3 

-3-y^yUT^^^ 30// 1 

^t^i/^- tf 30//1 

h y * -mmffim (pH8) soom 



6 OU/ra 1 
0. 1 M 

^*X>bSr^bT3 7*C-e3 0#fIfH :/=^-<— >a V 
SrfTofcti. 5 5 5 nmfcibMtSKJtftSrajeUfco E 
DTA • 2Na<^ftfc5^7K*l3*j^Dbfc»Rg-9-^ 
/^SrfflSbTH^iHIJ^SrfTV^EDTA • 2Na^f 
^SffSrJtlSbfCo Sfc, EDTA- 2NafcH*Sr 

^7$/it*^-f (JWTFAOD-G<t|Bi-) 

[0 0 18] EDTA(Oft*??)^/KSrjR»Pbfc^K5fe 
1. 7 5ffcofc, COft|ttWCU#FA 
OD^EDTAta^KatW^, FAOD-S 
1. 7 8t^<»W5Ifcni^oft^ F 
AOD-GT1«S^l. 0 5t«fS^EDTA 



2Na ICioTPl* 



r. FAOD-S teEDT A 

[0 0 19] 

jEfltKWjrr 5 r. £ j** pffg 1 4 o fc. 
[0 0 2 0] 

[01 ] FAOD-Sib^U'FAOD-GOEDTA 
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[time] ¥/&9^7^ 4 h 

[¥tt*fjEl] 



[mi ] 



OD 
2 




FAOO-S 



FAOD-Q 




EBTA-2Na 
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